). Recently, we described the possibility of applying this immunofluorescent method on Bouin-fixed paraffin embedded liver tissue; this proved to be more sensitive and more specific (Ray and Desmet, 1975) than other staining methods with histological dyes (Shikata et al, 1974). These findings encouraged us to apply the immunofluorescence method for the detection of other antigens on paraffin sections. During our studies on hepatitis we came across liver biopsies of patients with proven oxi-antitrypsin deficiency (AATD), and in each case cxl-antitrypsin could be demonstrated in frozen liver sections. In order to investigate the applicability of the method on paraffin sections, we performed the immunofluorescent test on routinely processed paraffin embedded biopsies of proven cases and also of suspected cases whose biopsies were stored for a long time.
The antigen could also be demonstrated in those liver specimens of the same patients which were fixed in Bouin's fluid and embedded in paraffin. The cellular localization and the brightness of the fluorescence were the same in both frozen and paraffin sections. Four additional biopsies from three other patients were selected on the basis of PAS-positive diastase-resistant inclusions reported in the hepatocytes. All these biopsies showed bright fluorescence in the cytoplasm of the liver cells although one of the biopsies was stored for as long as eight years. Specific fluorescence was constantly found in the periportal hepatocytes with varying degrees of positivity. No (Hadziyannis et al, 1972; Ray et al, 1974 ). Recently, we described the possibility of applying this immunofluorescent method on Bouin-fixed paraffin embedded liver tissue; this proved to be more sensitive and more specific (Ray and Desmet, 1975) than other staining methods with histological dyes (Shikata et al, 1974) . These findings encouraged us to apply the immunofluorescence method for the detection of other antigens on paraffin sections. During our studies on hepatitis we came across liver biopsies of patients with proven oxi-antitrypsin deficiency (AATD), and in each case cxl-antitrypsin could be demonstrated in frozen liver sections. In order to investigate the applicability of the method on paraffin sections, we performed the immunofluorescent test on routinely processed paraffin embedded biopsies of proven cases and also of suspected cases whose biopsies were stored for a long time.
Materials and Methods
Seven liver biopsies fixed in Bouin's fixative (1-2 % Received for publication 10 March 1975. w/v; saturated aqueous picric acid 75 ml, formaldehyde 25 ml, and glacial acetic acid 5 ml) and embedded in paraffin, obtained from six patients, were selected for this study. Three patients had biochemically and clinically proven xi-antitrypsin deficiency. Frozen tissue specimens from the biopsies of two of these three cases were available for study. The remaining four cases were selected from the files on the basis of reported periodic acid-schiff (PAS)-positive diastase-resistant inclusions observed in the hepatocytes during routine liver biopsy examination. Six additional liver biopsies (frozen specimens and paraffin sections) were taken as controls from patients with a variety of hepatic diseases. All the paraffin blocks were randomly coded, mixed, and recut for haematoxylin-eosin, PAS with and without diastase digestion, orcein, and immunofluorescent staining. (Ray and Desmet, 1975 (Palmer et al, 1974) reports the failure to demonstrate oci-antitrypsin in formalin fixed paraffin embedded liver tissue by immunofluorescence, although it could be detected by the immunoperoxidase method in the same biopsy specimens. These immunofluorescent findings are contradictory to our results. The discrepancies may be due to differences in methodology.
This study confirms the specificity and the validity of performing immunofluorescent tests on routinely processed paraffin sections for the detection of o4l-antitrypsin in liver biopsies. The advantages of using paraffin sections over frozen specimens were discussed in detail previously (Ray and Desmet, 1975) ; not the least is the possibility of performing retrospective studies on older biopsies. The immunofluorescent method has the advantage of higher specificity and apparently higher sensitivity over the histochemical PAS reaction. 
